Safracins A (1) and B (2), antitumor antibiotics, were isolated and purified from the culture broth of Pseudomonas fluorescens A2-2 as described in a previous paper.' ) The chemical and physicochemical
properties, 1H NMR and 13C NMR spectra of both compounds suggest that they have structures very similar to saframycins2.3.4) (Fig. 1 ). Experimental 1H NMR spectra were recorded on a JNM FX -100 (100 MHz) or a JNM FX-200 (200 MHz). 13C NMR spectra were recorded on a JNM FX -100 (25 MHz) . Mass spectra were measured on a JMS OISG-2. Optical rotation was determined on a Jasco DIP-181. IR spectra were obtained on a Jasco IRA-2. UV were recorded on a Hitachi-32.
Nonaqueous Titration (Detection of Basic Nitrogen) 1 (base, 175 mg) dissolved into acetic acid (ca. 50 ml) was titrated with 0.01 N HCIO,. The consumption of 6.6 ml (2 mol equiv) and 10 ml (3 mol equiv) of 0.01 N HCIO4 was observed.
N-Acetylation of 1 Acetic anhydride (0.5 ml) was added to 50 mg of 1 (base) dissolved in 5 ml of MeOH. After standing for 60 minutes at room temperature, ice was added to the reaction mixture and MeOH was evaporated in vacuo. The product was extracted with EtOAc, washed with H,O, and the EtOAc was evaporated. 45 mg of yellow powder (1-a) was obtained. m/z 566 (M+); 1H NMR in CDCI, (100 MHz) 5 1.80 (3H, s, NHCOCH,).
N,O-Diacetylation of 1 Acetic anhydride (1 ml) was added to 50 mg of 1 (base) dissolved in 3 ml of pyridine. After standing for 24 hours at room temperature, ice was added to the reaction mixture and the product was extracted with EtOAc, washed with 0.1 % NaHCO, followed by H,O and dried with Na2SO4. Methylation of 1-a Excess diazomethane was added to 50 mg of 1-a dissolved in 5 ml of MeOH, and the mixture was allowed to stand for 24 hours at room temperature.
After evaporating the solvent, 52 mg of yellow oil (1-b) was obtained. m/z 580 (M+); 1H NMR in CDC], 3 3.88 (s, PhOCH3).
Bromination of 1 700 mg bromine in 3 ml of CHCI3 was added to 470 mg of 1 (base) dissolved in 7 ml of CH.CI2, under cooling with ice, and the mixture was allowed to stand for 2 hours. The reaction mixture was washed with 3'/ NaHCO, followed by H2O. CHCI, was evaporated in vacuo. 400 mg of yellowish brown oil was obtained.
This oil was purified on a column of silica gel, eluting with CHCI, -benzene-McOH ( Detection of Alanine in 1 2 ml of 3 % Na,CO, and 1 ml of 5 % methanolic solution of 2,4-dinitrofluorobenzene (DNP) were added to a solution of 50 mg of 1 (base) dissolved in 1 ml of MeOH, under cooling with ice, and stirred for 3 hours. The precipitated yellow crystals were filtered and washed with isopropyl ether. 43 mg of DNP-1 was obtained. 4 mg of DNP-1 obtained above was hydrolyzed with 1 ml of 6 N HCI in a sealed tube at 110°C for 16 hours. The hydrolysate was developed on a TLC (silica gel) using the solvent, 1-butanol-AcOH-H2O But the complete stereochemical identity of these compounds is still unknown.
